Characterization of microsatellite loci in Brighamia insignis
For primers amplifying more than one locus (>2 bands), the predicted allele ranges are listed separately for each locus. Ranges were determined based on allele sizes in a homozygous state (only two bands produced-one from each loci), presence of a large breaks in allele size ranges (suggesting no overlap), and cross referencing with other species (assuming common origins of loci). The Brighamia sources were identified using the PlantSearch database, and the other Hawai'ian lobelioids were obtained from the National Tropical Botanic Garden living collections and DNA Library (Appendix 1). Genomic DNA from two B. insignis individuals was sent to the microsatellite-development company Genetic Marker Services (Brighton, United Kingdom). Libraries were constructed by adapterligation of digested genomic DNA, which was then screened with the following filter-bonded synthetic repeat motifs: (AG) 17 , (AC) 17 , (AAC) 10 , (CCG) 10 , (CTG) 10 , and (AAT) 10 . These were transformed into E. coli, plated onto agar/ampicillin plates, and screened for motif-positive clones, which were then isolated, cultured, and sequenced. The online primer design software Primer3 (Rozen and Skaletsky, 1999 ) was used to select primers that would minimize multi-loading overlap ambiguities during sequencer genotyping. A total of 28 primer pairs were designed from the libraries, and these amplified products ranging from 100-250 bp. These, and an additional 12 published primers for L. villosa (Tran et al., 2015) , were tested on all samples. To visualize and quantify allele sizes, the forward primer derived from B. insignis libraries was modified with WellRed Black (D2), Green (D3), or Blue (D4) fluorescent dye (SigmaAldrich, St. Louis, Missouri, USA). Primers derived from L. villosa were modified at the 5′ end (5′-CACGACGTTGTAAAACGAC-3′) so they could be labeled separately (Schuelke, 2000) . The PCR consisted of 10-50 ng of template DNA, 25 μM of modified forward and reverse primer, and Bioline PCR MasterMix 2× (Bioline USA, Note: -= no data available; A = number of alleles; A e = number of effective alleles; F = inbreeding coefficient; H e = expected heterozygosity; H o = observed heterozygosity; n = number of individuals tested.
